Raw reads were processed by Qfilter, a custom pre-processing Perl script. Low-quality tails were trimmed from reads in the manner of bwa (1), library primer sequences were then trimmed from reads, and low-complexity sequence was masked with DUST (2). Reads were then rejected if length was < 30 nt, if ≥ 3 ambiguous bases were present, or if average positional quality score was < 30. Low-complexity sequence was then unmasked for the retained reads.
Genomic annotations
To count hits to different genomic regions, all reads were first aligned to a Bowtie index containing only rRNA sequences; whole-genome alignments were carried out on those reads which did not align to the rRNA index. For each of the other genomic regions, we created a set of BED files with the "merge" and "subtract" functions of BEDTools. To transform the Reproducibility and carry over data for large columns (30 µL), medium (6 µL) and small columns (2.5 µL). Reproducibility was assessed using replicate samples (n=4) of ssDNA (56 mer) and concentration in the eluted fraction was quantified using OliGreen. In order to assess carry over, samples of PBMC cDNA (5-10 ng/ µL) were applied to the columns and eluted normally. The columns were then flushed sequentially with cycles of wash buffer and dsDNA elution buffer. The elution buffer was collected and ds-cDNA was quantified using qPCR.
Supplementary Figure 1.
Bioanalyzer analysis of ssDNA and dsDNA fractions separated by microcolumn hydroxyapatite chromatography. A sample of 25bp dsDNA ladder was injected onto the HAC column and eluted first with 100 mM sodium phosphate pH 7.0, 0.005% (w/v) SDS (ssDNA; lower trace) and then 320 mM sodium phosphate pH 7.0, 0.005% (w/v) SDS (dsDNA; upper trace, offset for clarity Vol. 50 | No. 1 | 2011
Supplementary Figure 5 . Coverage evenness at the 5´ and 3´ terminal ends of gene coding RNA transcripts from E. coli and PBMC RNA-Seq libraries. Mean coverage, plotted on a log(2) scale, at the 5´ and 3' ends of gene transcripts from E. coli (A and B) and human PBMC (C and D) RNA-Seq libraries. To make this plot, protein-coding transcripts between 1 and 5 kb were selected from the UCSC K12 annotation (E. coli) or the Ensembl GRCh37.68 annotation (human PBMC). For genes with multiple transcripts, only the most highly expressed transcript was selected. Selected transcripts were sorted into deciles based on expression level in the untreated samples. SAMtools mpileup was used to tabulate the depth at each nucleotide position of each selected transcript. Then, for each of the first 500 nucleotide positions at the 5´ end the mean depth was calculated. The same calculation was made at the 3´ end after right-aligning all transcripts. For the E. coli plots (A and B) , the analysis included an extra 100 bp beyond the annotated end of the transcript, to better capture the decay in coverage.
